FUJIFILM M

(For research Use Only) Code No. 296-60501 (50 reactions)
for genetic research

DNA Extractor SP Kit
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[Introduction]

“DNA Extraction SP Kit" is a novel extraction kit developed for rapid preparation of
circulating DNA in human serum and plasma.

Recently, tumor-specific genes have been amplified and detected in the serum and
plasma of patients with various diseases such as lung, breast and colon cancer. Many
of these reference articles are currently being published. The research of gene diagnosis
using plasma DNA is proceeding to early diagnosis, prognostic value and postoperative
surveillance of cancer.

DNA Extractor SP Kit is a powerful pretreatment reagent for the detection and
analysis of target DNA because of its high quality and yield. This procedure, using
Sodium Iodide (Nal) as a chaotropic agent, can be performed in a simple and safe
extraction without hazardous phenol/chloroform. Consequently, the entire DNA
extraction procedure is done in a single centrifuge tube.

[Advantages]

M High DNA yield from small amount of serum and plasma
The DNA extraction procedure is based on a simple centrifugal separation using
Sodium Iodide and alcohol, that results in less loss of DNA than in solid-phase
methods using a silica matrix.

B Safety of operation - Hazardous phenol and chloroform are not employed as
reagents for extraction.

B Minimizing the cross and extraneous contamination
The entire extraction of DNA is done in a single centrifuge tube.

B Complete removal of lipids derived from blood using a specialized alcohol solution.

B Extraction of high quality DNA without PCR inhibition

[Kit Contents]

1) Enzyme Reaction Solution 10 mL x 1
2) Protein Digestion Solution 250 ul X 1
3) Sodium Iodide Solution 15mL x 1
4) Alcohol Solution 30 mL x 1
5) Washing Solution (A) 50 mL x 1
6) Washing Solution (B) 50 mL x 1
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[Materials Needed]

Reagent :

TE (pH 8.0) or sterile distilled water (D.W.)
Equipments :

1) microcentrifuge tubes (1.5 mL or 2 mL)
2) vortex mixer

3) incubator

4) high speed microcentrifuge

5) block heater

[Storage and Stability]
Store at 2 ~ 10TC.
The expiry date is printed on the kit label.

[Reactions]
50 reactions (100 uL of start sample)
25 ~ 30 reactions (200 L of start sample)

[Method]
1. Important note before starting
e If salt precipitation appears in the Sodium Iodide Solution, incubate at 50C ~
60C until the precipitation has dissolved.
e The Protein Digestion Solution should be placed on ice, during operation. Other
reagents can be handled at room temperature.
e Samples of serum and plasma should be placed on ice for the avoidance of activation
of the endogenous DNase. We recommend that Enzyme Reaction Solution should
be added as soon as possible.

2. Standard protocol : 100 L. sample
1. Dispense 100 uL of serum or plasma to a plastic 1.5 mL microcentrifuge tube.
2. Add 200 uL of Enzyme Reaction Solution and mix briefly.
3. Add 5 uL of Protein Digestion Solution and vortex.
4. Incubate at 56C for 10 min.

It is possible to store the solution of this step at 4C or — 20C for up to one week.

5. Add 300 uL of Sodium Iodide Solution and mix briefly.

Add 600 uL of Alcohol Solution and vortex.

Incubate at room temperature for 10 min.

Centrifuge at 12,000 ~ 20, 000 X g for 10 min. at room temperature.

Decant and remove the supernatant as much as possible from the tube that is
inverted and placed on a paper towel.

10. Add ImL of Washing Solution (A) to the pellet and vortex.
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It is possible to store the solution at — 20C for long term.

11. Centrifuge at 12,000 ~ 20,000 X g for 5 min. at room temperature.
12. Repeat Step 9 and remove as much supernatant as possible.
13. Add 1 mL of Washing Solution (B) to the pellet and vortex.
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14.
15.
16.
17.
18.

19.

Centrifuge at 12,000 ~ 20,000 X g for 5 min. at room temperature.

Repeat Step 9 and remove as much supernatant as possible.

Dry the pellet well for about 5 min. on the block heater at about 65C.

Add adequate volume (10 ~ 20 uL) of TE (pH 80) or D.W. to the pellet.
Dissolve the pellet completely with vortex mixer and incubation at about 65C
for 3 ~ 5 min.

Store at — 20T for long-term storage.

. Alternative protocol : 200 uL of sample

If you start the experiment from 200 4L of sample, refer to the below procedure.
This protocol may decrease the DNA yield and purity compared to the Standard
protocol.

B w =

Dispense 200 4L of serum or plasma to a plastic 2 mL microcentrifuge tube.
Add 300 uL of Enzyme Reaction Solution and mix briefly.

Add 8 ~ 10 uL of Protein Digestion Solution cooled on ice and vortex.
Incubate at 56C for 30 min.

—

t is possible to store the solution of this step at 4C or — 20C for up to one week.
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10.

Add 400 uL of Sodium Iodide Solution and mix briefly.

Add 900 uL of Alcohol Solution and vortex.

Incubate at room temperature for 10 min.

Centrifuge at 12,000 ~ 20,000 X g for 10 min. at room temperature.

Decant and remove the supernatant as much as possible from the tube that is
inverted and placed on a paper towel.

Add 1.5 mL of Washing Solution (A) to the pellet and vortex.

Tt is possible to store the solution at — 20C for long term.

11

19.

. Centrifuge at 12,000 ~ 20,000 X g for 5 min. at room temperature.
12.
13.
14.
15.
16.
17.
18.

Repeat Step 9 and remove as much supernatant as possible.

Add 1.5 mL of Washing Solution (B) to the pellet and vortex.

Centrifuge at 12,000 ~ 20,000 X g for 5 min. at room temperature.

Repeat Step 9 and remove as much supernatant as possible.

Dry the pellet well for about 5 min. on the block heater at about 65C.

Add adequate volume (10 ~ 20 uL) of TE (pH 8.0) or D.W. to the pellet.
Dissolve the pellet completely with vortex mixer and incubation at about 65C
for 3 ~ 5 min.

Store at — 20C for a long-term storage.

[Application data] Result of amplification of p53-Exon5 region:

By using DNA Extractor SP Kit, DNA was extracted from 10 human sera and one

plasma sample. The extracted DNA was finally resolved in 20 uL of TE (pH 80), and

5uL of that was added to the PCR. Commercial available kit based on a glass binding

method (spin column method) was used as a comparative method.
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Result of amplification of p53-Exon5 region

Serum 1 Serum 2 Serum 3 Serum 4 Plasma  Serum 5 Serum 6 Serum 7 Serum 8 Serum 9 Serum 10

[ O U 1 A U U I 1 N O I 1 I O
MWA WAWAWA WA WAWA WAWAW AWA

M: DNA Step Ladder Mix (80
~10kbp)

‘W: DNA Extractor SP Kit

A: Competitor’s Kit

308bp —

3% Agarose gel

All samples extracted by DNA Extractor SP Kit was able to be amplified in the region
of p53-Exon 5. In this experiment, we found that the amount of fragment amplified
from our kit was larger than that of a competitor's kit. In the competitor's kit, the target
fragment could not be observed in the sample of serum 10 and plasma.

PCR condition : 10 4L reaction

DNA sample 5ul

Exonb forward-primer 4 pmol 96C 30 sec.

Exonb reverse-primer 4 pmol 94C 30 sec.

dNTP 200 zmol/L 65C 30 sec. j 40 cycles
10 X Gene Taq Universal Buffer 1uL 72C 1 min.

Gene Taq NT 0.5 units 72C 5 min.

D.W. fill up to 10 uL

—4/12 —




Flow chart

100 L (200 £ L) *Pserum or plasma*?

+ Enzyme Reaction Solution 200 .« L (300 .t L)

+ Protein Digestion Solution 5 ;L (8~10 pL)*¥
vortex
incubate, 56°C, 10min. (56°C, 30min.)

+ Sodium Iodide Solution 300 ¢ L (400 1 L)
mix briefly

+ Alcohol Solution 600 /2L (900 £ L)

vortex
R.T., 10min.
@ 12K~20K xg, R.T., 10min.
pellet
+ Washing Solution (A) ImL (1.5mL)*®
by vortex *®
v 12K~20K Xg, R.T., bmin.
pellet ¥
+ Washing Solution (B) 1mL (1.5mL)
vortex «®
@ 12K~20K Xg, R.T., 5min.
pellet ¥

dry, 65°C, about 5min.
+ 10~20 1 L of TE(pH 8.0) or D.W. (10~20 .t L)
vortex *®
dissolve, 65°C, 3~5 min.
il vortex *”
DNA Solution : store at —20°C

x1) Grouping symbol means the protocol from 200 2 L of sample.

x2) Samples of serum and plasma should be placed on ice for the
avoidance of activation of the endogenous DNase. We recommend
Enzyme Reaction Solution to be added as soon as possible.

x«3) Protein Digestion Solution should be placed on ice, during
operation.

x4) Decant and remove the supernatant as much as possible from the
tube that is in verted and placed on paper towel.

x5) It is possible to store the solution at —20°C for long term.

x6) Mix vigorously until the pellet is removed from wall of tube.

x7) Dissolve the pellet completely with vortex mixer and incubation.
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Allied products

Wako catalog No. Description Package Size
316-90025 TE (pH 80) 500 mL
200-14911 10 x TE (pH 8.0) 1L x 10
318-90105 Distilled Water, Deionized, Sterile 500 mL
318-03231 Gene Taq NT (Tagq DNA polymerase) 250 units
318-02871 Gene Taq (Taq DNA polymerase) 250 units
312-03491 P53 Primer Exon 2, 3 100 reactions
315-03501 P53 Primer Exon 4 100 reactions
312-03511 P53 Primer Exon 5 100 reactions
319-03521 P53 Primer Exon 6 100 reactions
316-03531 P53 Primer Exon 7 100 reactions
313-03541 P53 Primer Exon 8, 9 100 reactions
310-03551 P53 Primer Exon 10 100 reactions
31703561 P53 Primer Exon 11 100 reactions

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : + 81-6-6203-3741

Facsimile +81-6-6201-5964

http://ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A. Germany

Telephone : + 1-804-271-7677 Telephone : +49-2131-311-0
Facsimile +1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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3— FNo. 296-60501 (50[EF)

BIETHER
DNAIFXZAPMZ72—SP*v b

Serum and Plasma

[iZroic]
ADNATZFAFS27%—SP*v M. DNAZFA T2y —F v bRERL, I
W (Serum) F 7213, I%E (Plasma) HUIAFAET A DNA Wik ol 4L L7288 o
DNA fhith¥ > F T3,

VAR, AN 7 SRR o B IRMIEIC k3 5 DNA OB 2SI igtE L Twnwas 2 &
PHOENELHICHRY, HEEIBE L RE3NTwET, LTl #/ B X OEPK
KBWTHW R EORMZW D 52V I3HIROE=%1) 7L LT, ZoliiEl DNA
o CHIETZM2TE) LTI EARADOH D T, ADNAZFA 52
% —SP¥ v Mi&, FEFICH W DNA BRI TH LI b AN E T HEET %
FIKEE IR, TS 2 720 OFIERIE L LTEHZF Y P TF, 2612, K¥ v
M, SNFTOEMOZFAINT 75— ) =AML HILF bV 7 232Kl
SEERHLTWA 2D, B Thsr 72/ =/ 70akVAEliHT5Z &%
SV 1RO A 7 ol gifiF 2 — 7N T—EOBEEZ & TT) 2N TEE T,

% E]

- AR (100ul) olLFERMEEY » F b, BwELE T DNA 25452 L5 T
EF9,

X F MU T AP CHIEE R L T A 729, 100% 123V DNA ML
T9,

c T/ =, ZOUERVAGEDRMEMLT L T nizo, el TE T,
c V) AR RS 2B E R T b R Vi), HIENOILEIZ X B DNA
OUANEL FH A

O REE T RTIARDOYA 7 am b F 2 — TN TIT 2 5720, YRE{nT
DAV IF—TarvEREKBREICHZLZEPITEET,

MY Y FVHROIREE D HINCRE L 7 v a— Vi TR ilRETE T,
« PCR HEDED SNARWREO DNA ¥ > 7 UHHGTE 9,

(%> FAE]

1) B BUG 10mL x 14
2) & 57 SR 250uL x 14
3) £ IIbF MUY A 15mL x 14
4) 7V a— )ik 30mL x 174
5) PR (A) 50mL X 174
6) PLigi (B) 50mL x 17
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[ > PDIMCHERS %)

O

1) TE (pH 80) %7212 D.W. (Distilled Water) 7 & ®H > 7 )L i
O H:

1) 15mL #m~ A 7 v bgifEF 2 —7

2) RVF v 7 AIFH—

) 4 rFarR—¥F—

4) T O BB

5) 70w b —%F—7 X0k

(B 17
WHPAE (2C~ 10T)

[ HIIUIRR]
24E W (5 NVIZFER)

[ %]
50/ (%> 7 v 100ul)
25 ~ 30 (%> 7V 200uLl)

(Fde i)

1. BEN DR
e LT M) T AEHOBRAAISH S SHT I L 723613, 50T ~ 60°C A4 B2 1 ik
LC, SE&HERE FHLTTE S v,
o« ¥ YN REERI A EBRICHEMT 25513, KETHRIF->TFE WV, 21D
ProRFIZ, BT PVTE T,
o IMiY (M%E) Mefkix, K ETHRY o TTF S MMfl (M%) Hho DNase 23 X
FTOT, BB EDICERNEEZ RN L TF S,

2. ¥ 7))V 100uL 55 DEERE

1. i (F72030m%8) % 100ul. 1omL &5~ A4 7 0l 2 — 712 0ELE T,
2. BEEPULHEE 200uL M LREL 9,

3. KEDY YRy R E SuL ML T RV T v 7 A3 FH—TRAELE T,
4. 56CTI0M. £ »Fa~x—FLET,

REFT T RLSARTO b a—VERZDHIEEZBEDO LTI hliz ks <
ENZAE. TEBDAZSIE, 4CE7213 - 20C T ORSHE RS 5 2 &8
TEFET,

5. X3 bF MU AR E 300uL WML T, BLRALET,

TN I =ik 600uL ML T, KVFv 7 Z3IFH—TRALE T,

ST 10 M. WEL 3,

12,000 ~ 20,000 x g T 10 /M, S cEOau L 3,

FEEBT, R=RN—FFNVDFICF 22— TR FEIILTHEE, F2Fa—7
FMEZDOFTRY O LEHRZ TELETBRE T,

10. WS, e (A) 2 ImLiML T, KVFy 7 2AIFH—CTRALE T,
BT, ZORET- 20CHRELTFE W,
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11.
12.
13.
14.
15.
16.
17.

18.

19.

12,000 ~ 20,000 x g T5 4, T 008 L 3,

ATy 79 LFABROBMERITVRY O LR ETE 5 720BE 3,

B, P (B) 2 ImLL T, FVFy 7 23 FH—CTRALET,
12,000 ~ 20,000 x g T5 4. i T oML 3.

AT v 79 LFAMOBIEZITVIRD O LiFHE TE 520 BE 9,
Tavyrze—%— (#65C) LT, M50M. REPEHRIEET,

HEPE L 7ok, EE (B2 1E10 ~20ul) @ TE (pH 80) Z& & ZiRmL T,
RVF v 7 A3IFH—TRALT T,

Tayrzk—%— (#165C) % ET, 3~50MFEMR LoD, KVFv s R
IFY—CHEL LB 22Inm s 3,

i L7- DNA &3, - 20C CRUIBAETE 4,

LTV 200u L B O DIRIETE ¢

AFy M, EETT ba—LELTH Y FVEIOUL 25D AF —FTT25, H
HEAE T DIEREIM N EOBE T 200ul 5 A % — b LzW&E, Tido 7
FI—MIZHEo> TTF S, 7272 L. DNA BUNRRRFHEE L &5 THD DR H
DETOT, HWEET ORI 2 & SHHICEDO 2 WIHAIZBZI LT W, &

B,

AF oy ME 200ul OBMAEE NG LT LYE BEZL 2B ~30MEOFy &

%) ET.

1.

Mg (F721300%8) % 200uL. 2mL 2~ 4 7 O@ 0T 2 — 712mE L 9,

2. BERBUGHZ 300uL ML 3

3.

4.

KEDE 8y SRR E 8 ~ 10uL mML T, ANVT v 7 ZAIFH—TRAE
L5,
56C T304 M, f Fax—arLET,

b4

BETHY RAATO PNV ERRZDIEEBED LTI P& k4 <
SN, THEHBDNZ SR, ACE7213 - 20C TCZ ORISR ERIET 5 2 &A%
T&E9,
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10.

IIEF P U Y AR 400l HIML T, BARALET,

TN — Vi %E 00uL WML T, KVvFv 2 AIFHF—TRAELTT,

FT 10 M. BiEL 9,

12,000 ~ 20,000 x g T 10 7. TR Ta o8 L 3.

FBRBT, R=R—FF VO Fa—T2HEILTEE, 220Fa—7
EIEZOFTHRY O LERE TEAZ20BE TS,

B, e (A) 2 15mLEMLT, AVF vy 2 AIFF—TRELET,

RUIRFOLEE, ZORET - 20CHRELTF S,

11.
12.
13.
14.
15.
16.
17.

18.

12,000 ~ 20,000 x g T5 4. SR TELoHEL 9,

AT 79 LFABROBERITVERY O LR ETE 57200 BE 3,

B, e (B) 2 15mLisMLT, AVF vy 2 AIFH—TRELET,

12,000 ~ 20,000 X g T5 4, i TELSHEL T3,

AT v 79 LABOBIEERTVIRD O LR A T 5720 EE T,

Tayrze—%— ($65C) R&ET, H50M. hBkEwHESET T,

oML 2RI, ER (B 21210 ~20ul) @ TE (pH 80) ZEZiFEML T,

FVF v 7 A3IFH—TRALT T,

Ty rze—%— (#165C) %R&ET, 3~54MIEEMELOD, KVvF v 2 2
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IFY-THIEL TR E I ER ST
19. #iiH L 72 DNA #8013, — 20C CRIRAFTE £3,

[ 7— %] & b3S & OIS hiil L7z DNA @ p53-Exon5 FRl%o H :
AExy bEHAWT, b MLUE Q0% > 7V) BXoe M 149> 7)) 25 DNA
ZH L, 20uL @ TE (pH 80) (2 L7z DNARKHONSuL 12X LT, ThZFh
p53-Exon5 7% (308bp) DIIEZ 4T o720 wIE LT, ¥ Ak GELAEE) %
W EEL S LT b Atk DNA i v &2 w7260 % ik L 72,

p53-Exon5 ® PCR %53
M1 M2 M3 M4 ME M5 M6 MH7 MWS miS9 i 10
i r_ 111
MWA WAWAWA WA WAWA WAWAW AWA

M: DNA Step Ladder Mix
(80~10kbp)

W: DNALFZ k574 —SP
Fv b

308bp ——»! ArARF Y b

3% Agarose gel

Ay PTHH LA 11 %> 7 V3 _TIZBWT, p53-Exon5 #I5 @ PCR Wi}y 25520 &
Nizo F72.8% Y 7BV T PCREIRIT A O DNA &k, AtkF: v P XD L ARF
F® DNA BRI OB L 2R THERTH o720 AT v Tl MAERB X O 10 12
BV T4 PCR IR 255 2 LN TELDP 72

PCR RIBHEDZ&AE 2 10uL KISH

DNA AW 5ul

Exonb forward-primer 4pmol 96C 30sec.

Exonb reverse-primer 4pmol 94C 30sec.

dNTP 200 zmol/L 65C 30sec. :| 40cycles
10 X Gene Taq Universal Buffer 1ul 72T 1min.

Gene Tag NT 0.5units 72T 5min.

D.W. 10uL 12 fill up

—10/12 —




JO0—Fr—Fh

1004 L (2000 L) Vifn % & 7z 13 i 42
+ BEESURIRIR 20001 L (300 L)
+ B INT O IREESEWE S5l (8~10p 1)
NIVT w7 A
A >FaXX—hk, 56%C, 104 (56°C, 3043H)
+ 5k MU T AERKR 300 0 L4001 L)
i <JEAD
+ 73— 600 1 (900 1)
PIVT w7 A
=R, 10 73
12K~20K, 2, 10 43

<
v

@A)

+ PEEk(A) 1mL(1.5mL)™
RIVT w7 A9
12K~20K, =8, 5 5[

|-\u

IS
<

g

+ Pe¥i(B) 1mL (1.5mL)
RILT w7 A0
12K~20K, =i, 5 5

?_I"}%A)
H R 65°C, 5 R
+ 10~20 t LOTE(H 8.0) £721Z D.W.72 £(10~201. L)
BIVT w7 270
VAR, 65°C, 3~5 43
| ) A/ S
DNARW : —20°CHRTE

#1) C ONIE, 200 LY > T INMMEAY— N LZEEDOTORNI—=)LT
R

#2) Mg (%) Bki, K ETHO > TR W, i (i) o DNase
MHEETDT, BREINKEDITHEKINRERIML TR0,

#3) Fw MBSO H L, FOKEICBLTHSEHHAL TR,

#4) FEZET, R=)X\—FF)NDEICFa—T2 WL TES, 22
WFa—T 2 I ZDTTEDO LFERE TELETBREET,

#5) YA EIMAT=%%. —20°CRIETEMRET 2 EMNTE T,

%6) VLIRS BRBED 5 F NN D X THHITIEMLU TR0,

®7) SERITIRBEMN IR < T2 B ETHEMLU TR0,
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[ puE AT
Code No. i % 7w o=
316-90025 TE (pH 80) 500mL
200-14911 10 x TE (pH 8.0) 1L H < 10
318-90105 Distilled Water, Deionized, Sterile 500mL
318-03231 Gene Taq NT (Taq DNA polymerase) 250units
318-02871 Gene Taq (Taq DNA polymerase) 250units
312-03491 P53 Primer Exon 2, 3 100143
31503501 P53 Primer Exon 4 10011 43
312-03511 P53 Primer Exon 5 10001143
31903521 P53 Primer Exon 6 10008153
316-03531 P53 Primer Exon 7 10008153
313-03541 P53 Primer Exon 8, 9 100[H] 43
310-03551 P53 Primer Exon 10 10001143
317-03561 P53 Primer Exon 11 10008153

BEHFTT

ETTAM)VL A EXRNSHT
AEHTHRXEEBHI=TEH1&25
Tel : 06-6203-3741

2305KA3
—12/12 —




